Identification of the (major) protein bound by the zonulin ELISA capturing
264 antibody 265 To identify proteins bound and therefore quantified by the capturing antibody 266 deployed in the zonulin ELISA kit, which was used in this and many other studies 267 ( Supplementary Table 1 ), we performed an immunoprecipitation experiment using Circulating complement factor C3 correlates with metabolic traits 291 In a sample of 376 subjects tested using the purchased zonulin ELISA, the product 292 (circulating C3) was measured in a mean concentration of 72. 24.17 ng/ml, p=7.0x10 -5 ) ( Figure 3B ). We observed no gender differences or any 300 correlations with age (data not shown). Circulating complement factor C3 correlated 301 with traits related to glucose and lipid metabolism (Spearman's rank correlation test, 302 adjusted for age, sex and BMI; Table 3 ). It was positively correlated with BMI, HOMA -IR and -IS and fasting plasma glucose (Table 3) . Strong correlations were also 304 observed for lipid metabolism parameters, such as TG levels, total cholesterol, LDL 305 and apolipoprotein B ( sequence is not present in pre-HP2, which has since been proposed to be zonulin by the same authors [14] . According to the authors, the discrepancies between the 343 previously reported zonulin sequence and the pre-HP2 sequence may be due to 344 intraspecies variability associated with a high zonulin mutation rate or due to 345 sequencing errors at that time [14] . In summary, the commercially available questionable, that even after publication of the protein identity of zonulin as pre-HP2, 397 the commercial ELISA is still sold as specific for zonulin without mention of the 398 inconsistencies in sequence of pre-HP2 and the peptide used for immunization. 399 In conclusion, our study supports the role of the complement C3 β-chain in the 400 pathophysiology of obesity and suggests reconsidering commercially available ELISA 401 kits when investigating zonulin as a marker for altered intestinal permeability.
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